. Itk is required for Th9 differentiation. (a) Sorted naïve CD4 + T cells from WT and Itk -/mice were differentiated under Th2, Th9 plus TL1A, or Th17 conditions, cells were restimulated with PMA and Ionomycin and IL-4, IL9, IL17A and IFNγ were evaluated by intracellular staining. (b,c) mRNA for Il4r (b) and Tgfbr1 (c) was determined by qRT-PCR from CD4 T cells from WT and Itk -/mice differentiated under Th9 plus TL1A conditions. (d) Sorted naïve CD4 + T cells from WT and Itk -/mice were differentiated under Th9 plus TL1A conditions for 3 days and pSTAT6 was determined by flow cytometry: WT (black), Itk -/-(grey) lines. (e) Sorted naïve CD4 + T cells from WT and Itk -/mice were stained with CSFE and differentiated under Th9 plus TL1A conditions, WT (black), Itk -/-(grey) lines. Full grey (Itk -/-) or black (WT) curves correspond to nonactivated labeled cells. Cells were restimulated with PMA and Ionomycin and stained for IL-9 and IFN-γ. Results in (a-e) are representative of one out of at least 3 independent experiments.

